Introduction
The better characterization oftumom cells for determination of treatment and prognosis has been a goal of many laboratories. 
Materials and Methods
Cell Lines Used.
All three cell lines were obtained from the American Type Culture Collection (Rockville, MD) and were grown in a 95% air and 5% CO2 incubator at 37'C. The cell suspensions were obtained from either the cell lines or the solid tumors and were washed with PBS before the fluorescence assay. At least 2 x 106 cells per reaction were fixed in 80% cold acetone for 20 mm, and the cells were then washed with two changes ofPBS. (E,F) Cells in log phase growth but treated with 1 x 10 6 M keoxifene (an anti-estrogen) for 48 hr before TA analysis.
DNA analysis was done by the two-color procedure to confirm the status of cell-cycle growth (not shown).
tions. All three cell lines had a similar SMFU for this proliferative Figure 1C ). The TR activity for K562 was completely lost when the cells were placed under confluent conditions ( Figure   lB vs Figure   1D 
Ki-67 Results
In a similar manner to TR measurements, the three cell lines in log phase were measured for Ki-67 antigen, which is a specific growth fraction marker ( 2C  and 2D ). The cell-cycle analysis for these cells was 88%, 5%, and 7% for G1,o, 5, and G2M, respectively. The analysis ofKi-67 antigen in K562 was also done in 10 different assays, with a ncpncscntative sample shown in Figure 3 . 
EGF Receptor Results
Analysis ofthis receptor for the three cell lines was performed. The results ( for the EGFR ( Figure  4A ). More than 95% of the A431 cells were positive for EGFR, using the crossover point analysis, and the mean difference between total and background fluorescence was 66 channels.
Two-color analysis indicated that the EGFR cxpression is independent of the cell cycle, except for possibly distinguishing between the types of G cells ( Figure  5) . Our results on (-) represents the addition of the specific MAb; (----) represents the addition of mouse lgG. This is an aneuploid tumor; B represents the antigen density on aneuploid gated cells. Figure 4B ). The reason for the loss of observed activity in these batter cells is not known at this time.
Discussion
This report presents our work on analysis of membrane and nuclear markers for proliferation, performed by flow cytometny. Our goal was to better define a procedure for determining the concen- It is interesting that the anti-estrogen effect is present on both the ER-positive cell line and the ER-negative cell line. The lack of any estrogen receptor in K562 cells was confirmed by standard binding assays and by the immunohistochemical assays. There is little information on the use ofTR for predicting prognosis, but most reports indicate that it is a marker for proliferation (2,3) and is very specific for measurement of immature reticubocytes (16).
Our results on the antigen Ki-67 again suggest that this marker 
